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GM-C01619 ADCC FcyRIIIa(158F) Jurkat Effector Cell Line 5E6 CellsrmL 1%  -196°C
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ADCC HpfififcisitE 4u i/ T 4t i8¢/ A Cantibody dependent cell-mediated
cytotoxicity, ADCC) , 4E3Rik Fe 5211 S Be 4 it i YU FTiA ) Fo Be EHR A1 S Uik
KPR A BRI . BLan4>, ADCC 1R FIHLI b FSRAT I . VP52 Bi i e 4 ffa 1)
Wik itk SaRaRI LI HARTURSE & . WERPUART Fo BRI 45 & 2IRN 4 (2
NERRZGAHE,  natural Killer cells ) R Fey RIlla 524K &, PiAPRAY o 4n MBI & 2E
ZHEAZRE, F ADCC EFINLHIEER BOE. BRI R 02 tbE g4 s, X —
TRPS W EL LK) ADCC AW PEAS I v, X2 gl (R ARG J 320 P B PR A ) i 2 A%
4iffe ¢ PBMC ) s ( NK O LTI RS AR X LE 20 I 1 7 25 22 57 AR
Ky METH#%, A5 IEIR RS FiRE.

ADCC Reporter 41l ik | ADCC A FH ML 3 B8 S ik A2 v s S i A s
i tHeabR: EIRONAEM P B NFAT GEW T AMZRF) 8BR300 5 D R i
o BLAh,  ADCC 75 25k R RSN 7 G (s ) DA SGE K Jurkat 20 A 9RO 40, 1240
MG ERIE T FeyRIlla 244 (158F)FIH NFAT RE oK A KE K REDR .  $T
K7 ADCC 1R FIHLEHIH A AE WG tEEE NFAT SEEGE LR A RO R iy &, Ak 41
MR EDERBEE EE AV SO EHUE R A SERS, B RIRIK.
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1. giffsEsR. K. RAEFIES

Y5 95 B TRk RPMI 1640+10% FBS+1% P.S
AR R B TR RPMI 1640+10% FBS+1% P.S+3.5 ug/mL Blasticidin+0.75 ug/mL Puromycin
M AR AR 90% FBS+10% DMSO

Assay Buffer: RPMI 1640+1% FBS+1% P.S

2. Assay RFFEMHEE

e
Reagent Specification Manufacturer/Catalogue No.
RPMI 1640 500 mL Gibco/C11875500BT
Fetal Bovine Serum 500 mL ExCell/FSP500
Pen/Strep 100 mL Thermo/15140-122
Blasticidin 10 mg Genomeditech/GM-040404-1
Puromycin 25 mg Genomeditech/GM-040401-1
96 Well Clear V-Bottom Tissue Culture 96-well Corning/3894
96 well round well culture plate 96-well NEST/701001
96 well White Flat Bottom Polystyrene Not 96-well Corning/3912
Treated Microplate
H CLDN18.2(isoform2) CHO-K1 Cell Line 1 % (5E6 Genomeditech/GM-C05273

Cells/mL)

Anti-CLDN18.2 hlgGl Reference Antibody / Genomeditech/GM-87352MAB
(IMAB362)
GMOne-Step Luciferase Reporter Gene Assay Kit  1000T Genomeditech/GM-040503C

AR FEMTER

Equipment Manufacturer/Catalogue No.
)R GG ThermoFisher Scientific/Countess 3
B ARAL Moleculardevices/SpectraMax L
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HRE 7 2. et
SPCKIRBA SR IIE, MATARINE % SRESRN 1% 2R, WAEHERE, &

TR S ML & 15 mL B,
IR 2 B HE A 0 B s AN 37°CE LK

HRRSRER, BEHASHERERNERRESF

.

VB, K 4H MR TR 22K TR DA R AR PR B R R a) LAk EAOR, BiRAEK.

HE NIt GEE 2-3 7% b) HIXEH )G, 29 48-72h WHHTH—IRAEAR, Bk
FI 70% £ e #4547 5 A1 38 LA B A V5 e 1) L YA AR i 241 M 5 77 5 v R B s I AR R A
o (AR AN SO & PO VRATE P N4l KIpFest. 4 48h RAEAR, HUVGE MM 5
MR EIL T ) BT, REIRS, Brgedt, MRS R .

176 xg, £5.0 3 min, fF4HMEVTE, FF Bk, C)  HYHfEE FEikF) 1.5-2 < 108 cells/mL, 1 1% 3,
A 1 mL S5 FREEE R, nHGH A R 2-3 RERERALAL, ANELEH LR 2 < 106
B W e T BT A, 4> 3 x 108 cellsimL, HE# {3 T25 AT H10RE 7%
cells/mL. d) ZAMCAREIRAIM, AR HEE A [
IR SRR IR 2, R A V1 SRR BN A F o AR AT LB 3 )
) 4-6 <10° cells/mL, AR 4H AR ST, K B IO i I AE KB IR 5, SRS KA R RAT Y
YRR A 1-2 4> T25 H (3-5mL & » S EF NI T25 K5 vh 4k 845 9% .
BREFE

HHRTRAF a) MM EERAEUR, B ARMEER
i 176 x<g, 3 min B OUCEE. A A A BT

15 F T4 4R BB R A7 (90% FBS + 10% DMSO) b) EWABRRERESE, R 5 U RS Y
HURAHML, AR Ry 5 =< 10° cells/mL, B F R,

PR L mL SRR SRR AP ¢) FBS M5 56C Hnk 30 4M5h, FRIEHMAA

IFRE T, ENRCE, RIERAE B TR
g, -80°CNRFED 1R, RRFR EW
h.
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1. Assay HiFsEL

.
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ASZEGAE ] 1.5% 10° cells/Well ] ADCC FeyRIlIa(158F) Jurkat Effector Cell Line f1 1 x

104 cells/Well ) H_CLDN18.2(isoform2) CHO-K1 Cell Line #£47 525

f# ] Anti-CLDN18.2 higG1 Reference Antibody (IMAB362) (%] 150kDa; LA I ik

IMAB362) , #24AiKk % (Conc.01) A 100 ug/mL, 5 {546 %%, Conc.01-Conc.11 43 7 HEAR

7f B1-B11, B12 4 0 yREXSIE. FFEFLINA 100 L PBS, ARG IEIAFLZE K .

FLARAT ) «

1 2 3 4 5 6 7 8 9 10 11 12
PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS

100 20 6.4 1.28 256 51.2 10.24

IMAB362

pg/mL | pg/mL ng/mL  ng/mL ng/mL pg/mL pg/mL pg/mL

PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS PBS
1) e R

a)  SEIGHT 16 — 24 h, WHALE.O4E H_CLDN18.2(isoform2) CHO-K1 Cell Line 4ififd, PL5E
AR AL AN, THE YN R S ), BRI s AR R R 5, TR AN s
F] 1 <105cells/mL, VAHEMEHD 100 pL A p/FLZ A 4L, LI 100 uL PBS, %

Wi, TR P E LR
b) AEH 1 ANTER 96 FL V RHRAEFHUAMFE .
c) HFAFMYLA, 4T (1 B1-B12) .

d) HEREHR

FaLY B I BER [ RNEWARTS
IMAB362 13.2 mg/mL / BT

Buffer, B2-B12 L, M 60 uL Assay Buffer.

f) 96 L VJEMH, M Assay Buffer, ZFAFRIL TR, W B1FLINA 75 uL Assay
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Q) IAFEARRR AR IRE S BB RIS — BRI REAL T (i B1 HR A 1.15 L

IMAB362) , &%),

RO | BARERVREAL, ARV ATTLIRIN 15 WL, IOAIKTL Xt L
1 2 3 4 5 6 7 8 9 10 11 12
1.15 uL

75 pL 60 pL 60 uL 60 pL 60 pL 60 uL 60 uL 60 uL 60 pL 60 uL 60 uL

IMAB362

h)  MEE—FFESL BL HIREL 15 uL, IIAEIHE AL B2, 7850 IR21.

) DLRSHE, BELEY 11 MEERRSL (B1D)

e) SZEGHT 1-2h, BOWHE ADCC FeyRllla(158F) Jurkat Effector Cell Line, LA Assay Buffer
M, T E MR R A, i kb Assay Buffer ()77, % ADCC
FcyRI1Ia(158F) Jurkat Effector Cell Line £ 3 <10 cells/mL, 7.

) KPR a W E R AL, BALIRSE 100 pL B3E . ICGBER § A LR,
FL& 50 uL.

K) SRIGHEIIAETE e #EA 1) ADCC FeyRITTa(158F) Jurkat Effector Cell Line 21, 4L
%50 uL.

) & EAREE, T 37 °C CO B34 R 9% 6 h.

m) AR TR I ) &, Al Luciferase.

2) HREERFRN

AR FE PR ]

ADCC FcyRIIIa(158F) Jurkat 0 pg/mL 100 pg/mL 10.24 pg/mL
Effector Cell Line 1441 47167 1338
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Luminescenee {RLU)

ADCC FeyRIa(1 58F) Jurkat Effector Cell Ling
11 CLDNI18.2(isolorm2) CHHO-K 1 Cell Linc

5x104
4x1044
3x1044
2104

1x1044

e

-4 -2 0 2 4
Log [IMAB362] (pug/mL)

ADCC FeyRIMa(158F) Jurkat

EC50 | 0.2116

Lumineseenee {RLU)

ADCC FeyR1a(1538F) Jurkal Effcetor Cell Ling
11_CLDNI18.2(isolorm2) CHO-K1 C¢ll Line

5x104+
4x1044
3%10°4
21041

11044

{

-6 -4 2

0 2 4

Log,[IMAB362] (nM)

ADCC FeyRIITa(158F) Jurkat

EC50 | 1.410
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ADCC FeyRI11a(158F) Jurkat Effector Cell Line
H CLDNI18.2(isoform2) CHO-K1 Cell Line

EC50
401 © CP4 0.2527
A CP10 0.2327
30- k1 CP24  0.1698
@ (CP31 0.1641
=
& 20+
=
10+
00000 : ,
-4 -2 0 2

Logo[IMAB362] (ng/mL)

Fig 3. fill#% Anti-CLDN18.2 hlgG1 Reference Antibody (IMAB362) (Genomeditech/# GM-87352MAB) #f /&
R $2HT 16-24h BB H_CLDN18.2(isoform2) CHO-K1 Cell Line (Genomeditech/# GM-C05273) ,
AT 1<10* 4. A7 1-2h FE ADCC FeyRIIla(158F) Jurkat Effector Cell Line (Genomeditech/#
GM-C01619) , MFLAIMIE 1.5x10° /. EUHAE# L) H_CLDN18.2(isoform2) CHO-K1 ZHfuFLAR, &FfL
WeFE 100 uL F9R%E, SRFEA BN 50 uL ADCC FeyRIIIa(158F) Jurkat Effector ZMffl. 50 L FAR4TH
Anti-CLDN18.2 Z#y, W& 6h 54l Luciferase.
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FcyR

Cynomolgus_FcRn MDCK Cell Line H_FCGR1A(CD64) CHO-K1 Cell Line
H_FCGR1A(CD64) HEK-293 Cell Line H_FCGR2A(CD32A) CHO-K1 Cell Line
H_FCGR2B(CD32B) CHO-K1 Cell Line H_FCGR3A(CD16a) 158F CHO-K1 Cell Line
H_FCGR3A(CD16a) 158V CHO-K1 Cell Line H_FCGR3B(CD16b) CHO-K1 Cell Line
H_FcRn CHO-K1 Cell Line H_FcRn MDCK Cell Line
Mouse_FcRn MDCK Cell Line
Anti-FcRn hlgG4 Reference Antibody(Rozabio) Anti-H_FcRn 1gG4 Antibody(Rozanolixizumab)
Anti-Mouse CD1632 mlgG2b Antibody(2.4G2)

ADCCP
ADCC FeyRIMa(158V) DDX3STM Jurkat Effector 1y po piira(158V) Jurkat Effector Cell Line
Cell Line
ADCC M_FcyRIV Jurkat Effector Cell Line ADCP FcyRIla DDX35TM Jurkat Effector Cell Line
ADCP FcyRlla Jurkat Effector Cell Line ADCP FcyRIla R131 Jurkat Effector Cell Line

ADCP FcyRIIb Jurkat Effector Cell Line
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© PR R S5 1 4 0 A (AT 1R L) R R A AR B CF AR, AT 0,
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